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Two methods for plaquing mouse cytomegalovirus (MCMV) have been described, one employing starch (2) and the other agar (1) To produce MCMV plaques, media were aspirated and each culture was infected with approximately 100 TCID50 of virus in 0.1-ml volumes. After 2 hr of incubation at 37 C, maintenance medium (growth medium but with 2% CS) was added and incubation was continued for an additional 22 hr. The medium was aspirated and approximately 0.3 ml of agar overlay was added. Incubation was continued for 72 hr when cultures were again overlaid with 0.2 ml of agar overlay containing 10%l, neutral red (1:10,000).
The agar overlay was made by combining 25 ml of melted agar solution (3 % agar in sterile water), 22 ml of distilled water, 2 ml of 5% NaHCO3, 1 ml of antibiotic solution, and 50 ml Plaques were counted with a dissecting microscope 8 or 24 hr after the second agar overlay. Cultures were placed over a transparent lined grid of 1-mm squares which allowed accurate, Table 1 shows that maximal virus adsorption occurred after 5 hr but before 7 hr, with little change in plaque counts in the 7-and 24-hr cultures.
The described method may be employed for virus titrations as well as plaque-reduction neutralization antibody assays. By placing three or four cultures on a slide, a virus or serum dilution can be assayed on a single slide. Plaques can be counted rapidly by scanning across the cultures on a slide. The components are economical and reusable. An alternative miniaturized plaquing technique has been described by Webb et al. which uses disposable plastic trays (4) .
